(BRAF) to predict the efficacy of cetuximab. However, some patients with wild-type KRAS, NRAS, and BRAF acquire resistance to cetuximab after an initial period of treatment. 3 However, the nongenetic mechanism of research on acquired cetuximab resistance is scarce.
Over the past decade, advances in high-throughput RNA sequencing (RNA-Seq) technologies and bioinformatic methods have facilitated the study of the entire human genome sequence, including noncoding RNAs (ncRNA), such as microRNAs and long noncoding RNAs (lncRNAs). 4, 5 LncRNAs are noncoding transcripts longer than 200 nucleotides, which play important roles in a variety of biological processes, involving chromatin modification, transcriptional regulation, posttranscriptional processing, RNA editing, cell cycle regulation, alternative splicing, and organelle biogenesis. 6 Many studies have confirmed that lncRNAs are closely related to drug sensitivity, for instance lncRNA UCA1 promotes oral squamous cancer cell proliferation and cisplatin resistance by inhibiting the activity of microRNA miR-184. 7 LncARSR promotes the expression of the AXL receptor tyrosine kinase (AXL) and MET proto-oncogene, receptor tyrosine kinase (c-MET) by competitively binding to miR-34/miR-449 to induce sunitinib resistance in renal cancer cells. 8 In our study, we generated a cetuximab-resistant cell line (NCI-H508/CR) and performed RNA-Seq to identify the differential expression patterns of lncRNAs and mRNAs between cetuximab-sensitive and resistant cells. Quantitative RT-PCR was applied to verify the RNA-Seq data. We constructed the lncRNA-gene network using specific bioinformatic analyses to explore potential lncRNAs associated with cetuximab resistance, which may provide potential candidates for CRC treatment.
| MATERIALS AND METHODS

| Cell culture
We selected cetuximab-sensitive NCI-H508 cell line (epithelial cells from colorectal adenocarcinoma) from the ATCC (Cat. no. CCL-253; Manassas, VA, USA) based on the study of Medico et al 9 The cells were maintained in Roswell Park Memorial Institute (RPMI)-1640 medium (ATCC ® 30-2001 ™ ) supplemented with 10% fetal bovine serum (FBS), 100 U/mL penicillin, and 100 mg/mL streptomycin in a 37°C incubator with 5% CO 2 . SW480 (ATCC cat. no. CCL-228), DLD-1 (ATCC cat. no. CCL-221), and LoVo (ATCC cat. no. CCL-229) human CRC cell lines were obtained from Professor Wang of the Nanjing medical university. The three cell lines were cultured in Dulbecco's modified Eagle's medium with 10% FBS, 100 U/mL penicillin, and 100 mg/mL streptomycin under standard culture conditions.
| Generation of cetuximab-resistant
NCI-H508 cells in vitro
Cetuximab was purchased from Merck (Imported drug registration number: S20130004, Darmstadt, Germany). To generate the resistant cell line, NCI-H508 cells were treated with increasing concentrations of cetuximab, starting with the IC 50 concentration (the drug concentration inducing 50% cell growth inhibition). To verify the lasting effect of cetuximab resistance, the obtained NCI-H508 cells were cultured without cetuximab for 8 weeks and then tested using Cell Counting Kit-8 assays (CCK8) (cat. no. CK04; Dojindo Molecular Technologies, Inc., Kumamoto, Japan). The sensitive and resistant NCI-H508 cells were named H508S and H508/CR, respectively.
| Cell viability assay
The CCK8 assay was used to evaluate cell viability. The cells were seeded at approximately 5 × 10 3 cells per well in a 96-well plate and treated with different concentrations of cetuximab after 24 hours of cell attachment. After 72 hours, CCK8 reagents were added into the wells and the OD values (absorbance) were measured at 450 nm using a Microplate Reader (BioTek ELx800; BioTek Instruments Inc., Winooski, VT, USA). The results were converted as previously described. Mutation detection was performed as previously described.
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Briefly, after DNA extraction from H508/S and H508/CR cells and concentration determination, 15 ng of DNA was used for library construction. Following library enrichment, the products were sequenced on an Ion torrent Personal Genome Machine ™ . The sequences carrying mutations were compared with human genome release hg19.
| Next generation RNA sequencing analysis
Next generation RNA-Seq analysis was conducted by RiboBio Co., Ltd (Guangzhou, China). In brief, total RNAs were isolated separately from H508S and H508/CR cells using the TRIzol reagent (Cat. no. 15596026; Thermo Fisher Scientific Inc., Austin, TX, USA). The RNA concentration and quality were evaluated using a NanoDrop ND1000 spectrophotometer (NanoDrop, Wilmington, DE, USA) and an Agilent 2100 Bioanalyzer (Agilent Technologies, Santa Clara, CA, USA), respectively. were carried out and ACTB (encoding β-actin) was selected as a house-keeping gene. The primers for the lncRNAs were designed and purchased from RiboBio Co. Ltd. The primers for the mRNAs were purchased from Sangon Biotech Co., Ltd (Shanghai, China). All the primers are described in Table  S1 . The relative RNA levels were determined using the ⋯Ct method relative to the internal control gene. After centrifugation at 1500 g, 4°C, for 5 minutes, the lactate and glucose levels in the supernatant were analyzed using an absorbance reader and a Lactic Acid assay kit (Cat. no. A019-2; Jiancheng Bioengineering Institute, Nanjing, China) and Glucose assay kit (Cat. no. 361500; Rongsheng Biotech Co., Ltd, Shanghai, China), respectively. Three technical replicates were performed and the number of the cells was estimated to normalize the glucose and lactate levels.
| Cell transfection and treatment
For transfection, H508/CR cells were placed in six-well or 96-well plates. Twenty-four hours later, they were transfected Table S2 . H508/CR cells were treated with or without cetuximab for 72 hours.
| RNA fluorescent in situ hybridization (RNA-FISH)
LINC00973 fluorescent in situ hybridization was performed using a FISH kit (Cat. no. C10910; RiboBio). H508S and H508/CR cells were seeded on coverslips, which were placed in a 24-well plate at 1 × 10 5 cells/well. After 24 hours, they were fixed in 4% paraformaldehyde for 20 minutes, digested for 30 minutes, prehybridized with hybridization solution for 60 minutes at 37°C, and incubated with a FITC-labeled LINC00973 probe at 37°C overnight. Cell nuclei were stained with 4′,6-diamidino-2-phenylindole for 5 minutes at room temperature after washing. Finally, the fluorescence images were immediately captured using a Carl Zeiss fluorescence microscope (Gottingen, Gremany).
| Statistical analysis
All the figures were prepared using GraphPad Prism 6 software (GraphPad Inc., La Jolla, CA, USA). DESeq v1.18.0 was used in the RNA-Seq analysis. Gene Ontology (GO) and KEGG pathway analysis were performed using the kobas 3.0 software. The coexpression networks were drawn with Cytoscape software 3.2.0. Statistical analysis was performed using the spss software (version 20.0; IBM Corp., Armonk, NY, USA) and clearly described in the figure legends. The comparison of cell viability and apoptosis between multiple groups was performed using two-way analysis of variance (ANOVA) followed by Bonferroni posttests. The differences between two groups were analyzed using Student's t test. Differences with P < 0.05 were considered statistically significant.
| RESULTS
| Establishment of a cetuximab-resistant cell line
Following continuous exposure to increasing doses of cetuximab for up to 6 months, the H508/CR cell line was generated from the parental H508S cells. Cell viability was determined by the CCK-8 assay to assess the resistance index of the cetuximab-resistant cells. The IC 50 value of H508S for cetuximab was 12.79 ± 2.67 μg/mL. However, the IC 50 of H508/ CR became 154.70 ± 25.67 μg/mL. The resistance index was more than 10-fold higher. After 8 weeks in the absence of cetuximab, H508/CR cells still maintained strong drug resistance and the IC 50 value of the cells was 90.51 ± 7.39 μg/mL ( Figure 1 ). There was no significant change in the sensitivity to cetuximab in the parental cells or the derived-resistant cells during this period. 
| Mutations of H508S and H508/CR cells
| Profiles of the differentially expressed ncRNAs and mRNAs
Next, we focused on RNA levels to further investigate the molecular mechanisms of cetuximab resistance. Therefore, we analyzed ncRNA and mRNA expression profiles in H508S and H508/CR cell lines using RNA-Seq analysis. The volcano plots generated from the expression of differentially expressed ncRNAs and mRNAs on three pairs of matched H508S and H508/CR showed distinct expression patterns of these ncRNAs and mRNAs between the cetuximab-sensitive and resistant cell lines (Figure 2A,B) . In H508S and H508/CR cells, 11,889 ncRNA transcripts were detected. Among them, we defined the statistical criteria for selecting aberrantly expressed ncRNAs and mRNAs using a Q-value of <0.05 (to highlight the differences, we used DESeq 13, 14 to adjust the P value to get the Q value.) with a fold change of >2.0 or <0.5 (|log 2 FoldChange |>1). Compared with the transcripts in H508S cells, 278 noncoding transcripts were significantly aberrantly expressed in the cetuximab-resistant cells, with 172 upregulated and 106 downregulated. A total of 18,881 mRNAs were detected. Six hundred and sixty-one mRNAs were upregulated and 398 were downregulated significantly in the H508/CR cell line. Tables 2 and  3 list the top 10 upregulated (Table 2 ) and downregulated mRNAs ( Table 3 ). The expression profiling data suggested the most differentially expressed 20 ncRNAs between the two groups, including the top 10 upregulated (Table 4 ) and downregulated ncRNAs (Table 5) .
Genes with more than twofold change were further analyzed using bioinformatic tools. The GO (http://www.geneontology.org) functional annotations were for three categories: (a) cell composition: each part of the cell and the extracellular environment; (b) molecular function: the main activity of the gene product at the molecular level, such as binding and catalysis; (c) biological process, providing background knowledge of gene functional classification tags and gene function research ( Figure 2C ). Biological pathway analysis was used for enrichment analysis to study biological function, based on the biology of the Kyoto Encyclopedia of Genes and Genomes (KEGG) pathways. KEGG pathway analysis demonstrated that significantly differentially expressed genes could have an impact on several cancer-related pathways, such as metabolic pathways, focal adhesion, pathways in cancer, drug metabolism, the MAP kinase (MAPK) signaling pathway, the NF-kappa B signaling pathway, and the phosphatidylinositol 3-Kinase-AKT (PI3K-Akt) signaling pathway ( Figure 2D ).
| Real-time PCR validation and lncRNA function prediction
To validate the dysregulated expression of lncRNAs found by RNA-seq, we chose six upregulated and three downregulated lncRNAs with RPKM values (expected number of reads per kilobase of transcript sequence per millions base pairs sequenced, which was employed to calculate the expression level of individual lncRNAs) >50. We performed Statistical comparisons were performed at each dose using two way ANOVA (group effect, F(2,42) = 326.0, P < 0.0001) followed by Bonferroni posttests (P values were listed in Table S3 Coexpression networks, including the seven most significantly expressed lncRNAs and other genes, were constructed to explore potential target genes for these lncRNAs ( Figure  S1 ). Figure 2D indicates that most of the differentially expressed genes were enriched in the metabolic pathway category. Thus, we focused our attention on the modulation of glucose metabolism during cetuximab resistance. Levels of glucose metabolism-related genes were detected. In H508/ CR cells, hypoxia inducible factor 1 subunit alpha (HIF1A), hexokinase 1 (HK1), hexokinase 2 (HK2), pyruvate dehydrogenase kinase 3 (PDK3), and aldehyde dehydrogenase 1 family member A3 (ALDH1A3) levels were elevated, while the expression of isocitrate dehydrogenase (NADP(+)) 2, mitochondrial (IDH2), which is involved in the tricarboxylic acid (TCA) cycle, was reduced ( Figure 3B ). Furthermore, H508/ CR cells showed increased glucose consumption and lactate secretion relative to cetuximab-sensitive cells (Figure 3C,D) .
| LINC00973 inhibition attenuated cetuximab resistance and was associated with glucose metabolism
To determine whether these lncRNAs could affect cetuximab sensitivity, we chose the most significantly upregulated lncRNAs for further study. RNA-FISH results further confirmed that the LINC00973 level was increased in H508/ CR cells ( Figure S2 ). H508/CR cells were transfected with LINC00973 siRNA or NC siRNA. After 48 hours of transfection, the levels of the lncRNAs were measured to test the transfection efficiency. This confirmed that the levels of the lncRNAs were decreased after transfection ( Figure 4A) . A CCK-8 assay showed that silencing of LINC00973 significantly increased the cetuximab sensitivity of H508/CR cells ( Figure 4B ). The cell viability of NC siRNA and cetuximab treatment group was 71.73 ± 3.66%, while in the LINC00973 siRNA and cetuximab treatment group, cell viability decreased to 63.91 ± 1.43%. Simultaneously, as presented in Figure 4C ,D, the flow cytometry analysis revealed that low LINC00973 expression decreased cetuximab resistance by increasing cell apoptosis in H5058/CR cells (the flow cytometry gating strategy is shown in Figure S3 ). Under cetuximab stimulation, the LINC00973 siRNA group exhibited increased apoptosis (24.53 ± 1.26%) compared with that in the NC siRNA transfection group (20.10 ± 1.68%). Furthermore, LINC00973 inhibition decreased glucose consumption and lactate secretion to 74.37 ± 10.62% and 72.53 ± 10.98%, respectively ( Figure 4E,F) . In addition, we examined the levels of LINC00973 in SW480, DLD-1, and LoVo human CRC cell lines. Interestingly, all the three cell lines, which are cetuximab resistant, displayed higher expression of LINC00973 than that in H508S cells ( Figure 5A ). We selected SW480 cells with the highest expression of LINC00973 for siRNA transfection. A CCK-8 assay demonstrated that LINC00973 siRNA sensitized the SW480 cells to cetuximab ( Figure 5B,C) .
| DISCUSSION
The combined application of cetuximab and conventional chemotherapy is a typical therapeutic regimen for patients with mCRC. However, primary and secondary resistance limits the further clinical application of cetuximab. Therefore, it is important to investigate potential strategies to improve the response of CRC to cetuximab. However, to date, very few reports have explored the relationship between lncRNAs and cetuximab resistance. Lu et al generated cetuximab-resistant cells in three-dimensional culture and used sequencing to reveal that no known genetic factors were related to cetuximab resistance. LncRNA MIR100HG and two embedded microRNAs, miR-100 and miR-125b, were overexpressed in cetuximab-resistant cells. The two miRNAs synergistically inhibit five negative regulators of the Wnt/β-catenin pathway, leading to increased Wnt signaling. Moreover Wnt inhibition in cetuximab-resistant cells could increase cetuximab sensitivity. 15 Mining in the GEO database showed that expression of lncRNA POU5F1P4 was decreased in cetuximab-resistant cells and tissues and its level was associated with the progression free survival of patients with mCRC. Targeting POU5F1P4 could change the cetuximab sensitivity of CRC cells. 16 In the present study, we used H508/CR cells to study cetuximab resistance mechanisms. No known genetic events that were linked to cetuximab resistance were identified in the resistant cells. We evaluated the levels of the most significant lncRNAs. The quantitative PCR results were basically consistent with RNA-Seq data. Some of these lncRNAs have not been reported before. Hundreds of lncRNAs may be involved in cetuximab resistance by cis-or trans-regulation of tens of thousands of genes.
The RNA-Seq data offer new information about the potential regulatory mechanism of cetuximab in CRC. Our results indicated that the function of these lncRNAs might be mediated through various signaling pathways, including metabolic pathways, focal adhesion, alcoholism, systemic lupus erythematosus, and pathways in cancer. Therefore, we hypothesized that these pathways may be potential therapeutic targets in cetuximab resistance. The Warburg effect explains that tumor cells produce a high glycolytic rate and lactate production without oxygen, which seems to be critical for the growth and invasion of tumor cells, metastasis, and prognosis. 17 Glycolysis can facilitate tumor migration and invasion by producing excess lactic acid to form an acidic tumor microenvironment. In addition, it is also capable of producing biosynthetic precursors to inhibit apoptosis and promote Figure 5A . The transfected cells were then treated with 10 μg/mL cetuximab for a further 72 h. Treated cells were harvested for a cell viability assay (B) and flow cytometry graphs are representative of three separate experiments (C). The apoptosis rates of three independent experiments were presented in D. Statistical comparisons were performed using two way ANOVA followed by Bonferroni posttests in Figure 5B and C. Glucose consumption (E) and secreted lactate levels (F) by LINCOO973 siRNA transfected H508/CR cells in 72 h were shown as fold changes of NC siRNA transfected H508/CR cells. Unpaired Student's t tests were used in Figure 5E and F. NC, negative control; si, small interfering; PI, propidium iodide. Every test was carried out in triplicate. Data are presented as means ± SD | JING et al.
tumor proliferation. 18, 19 Aerobic glycolysis and mitochondrial energy metabolism are closely related to multidrug resistance. The regulation of energy metabolism could alter tumor growth and chemotherapy drug sensitivity. 20, 21 Liver cancer cells acquired doxorubicin resistance by increasing mitochondrial energy metabolism and glycolysis. 22 Compared with their parental cells HCC827, erlotinib-resistant nonsmall cell lung cancer cells overexpressed glucose transporter 1 and displayed increased glucose uptake and glycolysis rate. The combined use of glucose deprivation and AKT or autophagy inhibitors could improve the sensitivity of acquired erlotinib for nonsmall cell lung cancer. 23 In the present study, increased glucose consumption and lactate secretion in the cetuximab-resistant cells suggested that glucose metabolism might be involved in cetuximab resistance. Thus, our study provided valuable insights for future research, which may be directed to confirm the exact relationship between cetuximab resistance, lncRNAs, and glucose metabolism in CRC.
A recent report demonstrated that LINC00973 is most strongly and consistently increased upon treatment of colon cancer cell lines with 5-fluorouracil, oxaliplatin, and irinotecan. 24 We found that the expression of LINC00973 was upregulated significantly in cetuximab-resistant cells and knockdown of this lncRNA could ameliorate the resistance of H508 cells to cetuximab. Thus, the LINC00973 expression level could be used as a prognostic tool to predict cetuximab resistance. However, this study has some limitations. On one hand, we used only one resistant cell line to study the mechanisms of cetuximab resistance in vitro. Further investigations are needed to study the role of the lncRNAs. On the other hand, we demonstrated that LINC00973 is closely related to cetuximab resistance; however, the detailed mechanisms require further research.
In conclusion, the high-throughput transcriptome sequencing and bioinformatic analysis of cetuximab-sensitive and resistant cell lines identified clinically relevant, epigenetic causes of cetuximab resistance and provided potential therapeutic targets for future research into CRC.
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